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DECLARATION 

I declare: 

1 . I am an inventor of the subject matter that is described 
and claimed in the above captioned patent Application. 

2. My colleagues and I have carried out experiments which 
confirm the diagnostic applications of the anti-BAG-3 mono- 
clonal antibodies, corresponding to the mAb AC-1 (Deposit n° 
PD02009) described in the patent Application US 10/500,665. 

3. The expression of BAG-3 was investigated in primary 
tumors by immunohistochemistry. Positivity was scored as fol- 
lows: 

0 = negative to mAb 

1 = 10% of positive cells 

2 = 10-50% of positive cells 

3 = >50% of positive cells 

The following human tumors were studied: 
• Lung tumors 

- Normal lung tissue: negative. 
- 13 epidermoid carcinomas: 

0 = none 
1=2 cases 

2 = 5 cases 

3 = 6 cases 

- 13 adenoid carcinomas: 
0=1 case 

1 = 3 cases 

2 = 7 cases 

3 = 2 cases 

- 4 large cell carcinomas: 

0 = none 

1 = 1 case 
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2 = 1 case 
3=2 cases 

- 2 carcinoid tumors: 

0 = 1 case 

3 = 1 case 

- 3 endocrine carcinomas: 

0 = none 

1 = 1 case 

2 = 2 cases 

3 = none 

-31 small cell carcinomas: 
0 = 13 cases 
1=9 cases 

2 = 6 cases 

3 = 3 cases 

• Breast tumors 

- Normal breast tissue: negative. 

-10 displasias: 
0 = 5 cases 
1=2 cases 
2 = 3 cases 
3=0 cases 

- 9 fibroadenomas : 

0 = 0 case 

1 = 1 case 

2 = 5 cases 
3=3 cases 

- 27 carcinomas: 

0 = 4 cases 

1 = 10 cases 
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5 cases 
8 cases 

• Prostate carcinomas 
We analyzed: 

24 cases: 22 were clearly positive for nuclear expression, 
that was not detected in the surrounding normal tissue . 
(Stained tissue section enclosed photo: enclosure A). 

• Ovarian cancers 

Preliminary results show BAG3 positivity only in malignant 
tumors. 

Furthemore I declare that: 

4. The antibody mAb AC-1 (Deposit n° PD02009) has been used 
in my lab on thyroid specimens in immunohistochemistry. 
The analysis showed that in normal tissue and benign lesions 
(tot. 30 cases: goiter and adenomas) the mean value positivity 
scored 0.37 +- 0.085, while in malignant lesions (tot 56 cases: 
follicular, papillary and anaplastic carcinoma), the mean value 
positivity scored 2.31 +- 0.15. 

Score assignment was as follows: from 0 to 4 (score=0, no posi- 
tive cells; score=l+, <10% of positive cells; score=2+, 11-50% 
of positive cells; score=3+, 51-75% of positive cells; score=4+, 
75-100% of positive cells). These findings indicate that BAG3 
is expressed in thyroid carcinomas but not in normal thyroid 
cells. As shown in Encl. B, panel C, increasing BAG-3 expres- 
sion is observed from goiter (a), to papillary (b), follicular (c), 
and anaplastic (d) carcinoma. 
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I further declare that this expression pattern differed from that 
displayed by BAG1 protein; in fact, in addition to neoplastic 
cells, goiter and adenoma cells were positive for BAG1 in im- 
munohistochemistry analysis (results not shown). 
According to the above results, BAG3 expression appears to 
characterize the malignant state and mAb AC-1 represents a 
very useful tool for its detection, diagnostic purposes and prog- 
nostic evaluation. 

5. All statements made herein of my knowledge are true and all 
statements made on information and belief are believed to be 
true; and further these statements were made with the knowl- 
edge that willful false statements and the like so made are pun- 
ishable by fine or imprisonment, or both, under Section 1001 of 
Title 18 of the United States Code and that such willful false 
statements may jeopardize the validity of the application or any 
patents issued thereon. 
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